Abstract: Adenylate cyclase toxin (ACT) is one of the principal virulence factors secreted by the whooping cough causative bacterium Bordetella pertussis, and it has a critical role in colonization of the respiratory tract and establishment of the disease. ACT targets phagocytes via binding to the CD11b/CD18 integrin and delivers its N-terminal adenylate cyclase (AC) domain directly to the cell cytosol, where it catalyzes unregulated conversion of cytosolic ATP into cAMP upon activation by binding to cellular calmodulin. High cAMP levels disrupt bactericidal functions of the immune cells, ultimately leading to cell death. In spite of its relevance in the ACT biology, the mechanism by which its ≈400 amino acid-long AC domain is transported through the target plasma membrane, and is released into the target cytosol, remains enigmatic. This article is devoted to refresh our knowledge on the mechanism of AC translocation across biological membranes. Two models, the so-called "two-step model" and the recently-proposed "toroidal pore model", will be considered.
Introduction
The whooping cough bacterium Bordetella pertussis secretes several virulence factors, and among them the Adenylate Cyclase Toxin (ACT or CyaA) is crucial in the early steps of colonization of the respiratory tract by the bacterium [1] ACT belongs to an extensive family of toxins, referred to as RTX (Repeat in ToXin), that are synthesized by Gram-negative organisms sharing several functional and genetic features [2] . Synthesis, maturation and secretion of ACT are determined by the CyaCABD operon [3] . Gene product A is a 1706 amino acid polypeptide corresponding to a protoxin (pro-ACT) that matures in the bacterial cytosol to the active form (ACT) by CyaC-directed acylation at two conserved internal lysine residues (Lys 863 and Lys 983) [4, 5] . ACT is then secreted across both bacterial membranes by the type I secretion system (T1SS) employing an uncleaved C-terminal recognition signal and a specific secretion machinery [3] . Like other members of the RTX family, ACT is extracellularly secreted as a soluble protein [6] , but also has the ability to interact and insert into biological membranes. Aside these similarities, ACT is distinguished from the rest of RTX toxins by bearing a cell-invasive N-terminal enzymatic adenylate cyclase (AC) domain (~400 residues) fused to a C-terminal haemolysin (Hly) moiety (residues ≈400-1706) characteristic of the RTX family ( Figure 1 ) [3, 6] . The haemolysin domain contains in turn: a hydrophobic region (HD) with five predicted hydrophobic/amphipathic α-helices (~500-700 residues) likely involved in pore-formation; two conserved Lys residues (Lys 863 and Lys 983) that are post-translationally fatty acylated [4, 5] ; a series of calcium-binding repeats (~40) Figure 1 . Structural organization of the ACT toxin. The catalytic domain (AC domain) (in green) extends approximately from residues 1 to 400. The RTX haemolysin domain (residues from ≈500 to 1706) contains the hydrophobic domain (HD) constituted by five hydrophobic-amphipathic alphahelices (in red), two conserved acylation sites, K860 and K983, required for activation by palmitoylation mediated by CyaC acyltransferase, and five blocks formed by low affinity calciumbinding repeats. The Ca 2+ -binding region (residues 1006-1612) is denoted by multiple lines, with each line corresponding to single nonapeptide repeats with consensus sequence GGXGXDXLX. The segment between residues 1638-1706) corresponds to the C-terminal secretion signal.
Upon binding to its receptor, ACT invades these immune cells by delivering directly into their cytosol a calmodulin-activated adenylate cyclase (AC) domain. This AC domain catalyses the uncontrolled conversion of cytosolic ATP into cAMP [12] , which causes inhibition of the oxidative burst and complement-mediated opsonophagocytic killing of bacteria ( Figure 2 ) [13, 14] . ACT has also haemolytic properties, conferred by its C-terminal domain, which may form pores that permeabilize cell membrane for cations, contributing to overall cytoxicity of ACT towards phagocytes [15] [16] [17] . Scheme of adenylate cylase toxin activity. Simplified schematic depiction of the stages of adenylate cyclase toxin interaction, insertion and translocation of the AC domain through the plasma membrane of monocytic cells expressing the toxin receptor CD11b/CD18 (αMβ2, Mac-1, or CR3). ACT is believed to bind presumably to the inactive (bent) conformation of the integrin CR3 [18] , while natural physiological ligands (fibrinogen, iC3b, intercellular adhesion molecule 1(ICAM-1), and other protein ligands) bind to the active (extended) conformation of CR3 [19] . AC, adenylate cyclase Figure 1 . Structural organization of the ACT toxin. The catalytic domain (AC domain) (in green) extends approximately from residues 1 to 400. The RTX haemolysin domain (residues from ≈500 to 1706) contains the hydrophobic domain (HD) constituted by five hydrophobic-amphipathic alpha-helices (in red), two conserved acylation sites, K860 and K983, required for activation by palmitoylation mediated by CyaC acyltransferase, and five blocks formed by low affinity calcium-binding repeats. The Ca 2+ -binding region (residues 1006-1612) is denoted by multiple lines, with each line corresponding to single nonapeptide repeats with consensus sequence GGXGXDXLX. The segment between residues 1638-1706) corresponds to the C-terminal secretion signal.
Upon binding to its receptor, ACT invades these immune cells by delivering directly into their cytosol a calmodulin-activated adenylate cyclase (AC) domain. This AC domain catalyses the uncontrolled conversion of cytosolic ATP into cAMP [12] , which causes inhibition of the oxidative burst and complement-mediated opsonophagocytic killing of bacteria ( Figure 2 ) [13, 14] . ACT has also haemolytic properties, conferred by its C-terminal domain, which may form pores that permeabilize cell membrane for cations, contributing to overall cytoxicity of ACT towards phagocytes [15] [16] [17] .
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by the secretion proteins (CyaB, CyaD, and CyaE proteins) [3, 4] (Figure 1 ). All known ACT activities require binding of Ca 2+ ions into the mentioned calcium-binding sites whose affinity constant for the cation is in the mM range [8, 9] . The repeats domain has been reported to also be involved in the toxin binding to its specific cellular receptor, the CD11b/CD18 integrin (αMβ2, Mac-1, or CR3) expressed on myeloid phagocytes [10, 11] . extends approximately from residues 1 to 400. The RTX haemolysin domain (residues from ≈500 to 1706) contains the hydrophobic domain (HD) constituted by five hydrophobic-amphipathic alphahelices (in red), two conserved acylation sites, K860 and K983, required for activation by palmitoylation mediated by CyaC acyltransferase, and five blocks formed by low affinity calciumbinding repeats. The Ca 2+ -binding region (residues 1006-1612) is denoted by multiple lines, with each line corresponding to single nonapeptide repeats with consensus sequence GGXGXDXLX. The segment between residues 1638-1706) corresponds to the C-terminal secretion signal.
Upon binding to its receptor, ACT invades these immune cells by delivering directly into their cytosol a calmodulin-activated adenylate cyclase (AC) domain. This AC domain catalyses the uncontrolled conversion of cytosolic ATP into cAMP [12] , which causes inhibition of the oxidative burst and complement-mediated opsonophagocytic killing of bacteria ( Figure 2 ) [13, 14] . ACT has also haemolytic properties, conferred by its C-terminal domain, which may form pores that permeabilize cell membrane for cations, contributing to overall cytoxicity of ACT towards phagocytes [15] [16] [17] . Scheme of adenylate cylase toxin activity. Simplified schematic depiction of the stages of adenylate cyclase toxin interaction, insertion and translocation of the AC domain through the plasma membrane of monocytic cells expressing the toxin receptor CD11b/CD18 (αMβ2, Mac-1, or CR3). ACT is believed to bind presumably to the inactive (bent) conformation of the integrin CR3 [18] , while natural physiological ligands (fibrinogen, iC3b, intercellular adhesion molecule 1(ICAM-1), and other protein ligands) bind to the active (extended) conformation of CR3 [19] . AC, adenylate cyclase Figure 2 . Scheme of adenylate cylase toxin activity. Simplified schematic depiction of the stages of adenylate cyclase toxin interaction, insertion and translocation of the AC domain through the plasma membrane of monocytic cells expressing the toxin receptor CD11b/CD18 (αMβ2, Mac-1, or CR3). ACT is believed to bind presumably to the inactive (bent) conformation of the integrin CR3 [18] , while natural physiological ligands (fibrinogen, iC3b, intercellular adhesion molecule 1(ICAM-1), and other protein ligands) bind to the active (extended) conformation of CR3 [19] . AC, adenylate cyclase domain, in light green; HD, hydrophobic domain, in red colour; RTX, calcium-binding repeats domain, in blue; CaM, calmodulin, in dark green.
Bordetella adenylate cyclase is, together with anthrax toxin edema factor (EF), the prototype of a bacterial protein toxin that attacks the immune response by overboosting the major signalling pathways in the immune response, the cAMP and MAPK pathways, upon activation of its adenylyl cyclase activity by calmodulin [20] [21] [22] [23] . However, the mechanism by which these two toxins enter to the target cell cytosol to produce cAMP levels seems to be very different [20] : anthrax toxin follows a receptor-mediated endocytosis, followed by the transport of the oedema factor from the endosome to the cytosol, through a specific heptameric protein channel formed by the protective antigen (PA) subunit [22] , whereas ACT internalizes its catalytic AC domain directly, from the hydrophilic extracellular medium into the hydrophobic environment of the plasma membrane lipid bilayer, and then, to the cell cytoplasm [6, 21, [24] [25] [26] . How this is accomplished at the molecular level remains enigmatic. In this review we will briefly refresh the previous knowledge about AC translocation and the models postulated, and include the most recent findings.
Previous Ideas about AC Translocation and Models Postulated
Almost thirty years have passed since Gordon and colleagues [27] suggested that the AC domain translocation across the lipid bilayer of cellular membrane is not preceded by toxin endocytosis, which is consistent with the rapid kinetics (a few tens of seconds) detected for the intracellular cAMP accumulation in the ACT-treated cells [24] . A few years later, the first translocation model ("pore model") was posited [24] in which the COOH-terminal portion of the toxin (RTX haemolysin domain) would create in the membrane a channel through which the NH 2 -terminal fragment (AC domain) would be translocated. However, this model was rapidly discarded after the publication of a biophysical study of conductance measurements in planar lipid bilayers [17] in which it was claimed that the pore formed by the ACT-haemolysin moiety was apparently too narrow (0.6-0.8 nm diameter) as to allow the passage of the ≈40 kDa N-terminal AC domain polypeptide [17] . Other studies of haemolysis with different osmotic protectants seemed consistent with the idea that the ACT pore was very small [15] and, together, form part of the "non-pore" tendency in the field to explain AC translocation. Linked to this is the idea prevailing in the field that AC translocation does not depend on membrane permeabilization by ACT pores, or in other words, that AC translocation and pore formation by ACT toxin are independent processes [28] . This conclusion has been mainly based on mutational studies in which it was shown that mutants in the ACT pore-forming domain (E570Q) or the acylation domain (K860R) selectively ablate the pore-forming activity of ACT while, at the same time, the capacity of such ACT mutants to translocate the AC domain across the cytoplasmic membrane into the cytosol of macrophage cells and to elevate cellular cAMP concentrations remained intact [28] . It is in this same sense that the results with other ACT mutants in specific residues within two of the five amphiphatic α-helices, which are supposed to form part of the toxin hydrophobic pore-forming domain (E509 and E516 in helix 1, E570 and E581 in helix 3), have been shown to affect both translocation and pore formation [26, 29] . Charge reversal by Lys substitutions of the E509 or of the adjacent E516 residue reduces the capacity of the toxin to translocate the AC domain across membrane and enhances significantly its specific haemolytic activity and channel-forming capacity in lipid bilayer membranes [29] . Combination of the E509K and E516K mutations in a single molecule further exacerbates haemolytic and channel forming activity and ablates translocation of the AC domain into cells. Replacement of E516 by positively-charged lysine residue (E516K) increases the propensity of ACT to form pores, whereas proline (E516P) or glutamine (E516Q) substitutions extend the lifetime of open single pore units. All three substitutions also cause a drop of pore selectivity for cations [29] . Substitutions of E570 and E581 by helix-breaking proline or positively-charged lysine residue reduce (E570K, E581P) or ablate (E570P, E581K) AC membrane translocation. Moreover, E570P, E570K, and E581P substitutions down-modulate also the specific haemolytic activity of ACT. In contrast, the E581K substitution enhances the haemolytic activity of ACT four times, increasing both the frequency of formation and lifetime of toxin pores. These data have led to the idea that in spite of their independency, several structural elements might be shared by both processes, translocation and pore-formation, and also to the proposal that two distinct ACT conformers, forming in parallel and existing in equilibrium, insert into target cell membrane [28] . One would be the translocation precursor that would account for delivery of the AC domain across the lipid bilayer and provokes also a concomitant influx of calcium ions into cells. The other conformer would form a pore precursor that would oligomerize into ACT pores, provoking potassium efflux from target cells [28] . Other characteristics of AC translocation have been reported such as its strict calcium dependence at mM range [30] [31] [32] [33] , temperature above 15 • C [27] , negative membrane potential [33, 34] , monomeric stoichiometry [35] , or unfolding of the AC domain. An intriguing feature of AC translocation is the extraordinary versatility of the AC domain to transport into the cytosol of CD11b + target cells large heterologous cargo polypeptides of up to 200 residues in length within the AC domain [36] [37] [38] .
Two-Step Model for Membrane Penetration
Ten years ago it was reported that ACT induced extracellular Ca 2+ entry into target cells independently of the ACT pore, and that the translocating AC polypeptide itself would participate in formation of a novel type of membrane path for calcium ions [39] . Three years later the same laboratory published other work proposing a calcium-dependent two-step model for AC translocation into phagocytes [40] : in a first step, and upon ACT binding to its CD11b/CD18 integrin receptor through its repeats domain, the hydrophobic segments of ACT could insert into the plasma membrane to anchor the toxin to the target cell. Then a membrane "translocation intermediate" of the AC polypeptide would itself participate in formation of a novel type of a "transiently opened path" across the cytoplasmic membrane that would conduct extracellular calcium ions into the cytosol of monocytic cells [39, 40] . This calcium influx results in a calpain-mediated cleavage of talin, which anchors the CD11b/CD18 integrin to the cytoskeleton. The ACT-integrin complex would then be free to diffuse and relocate into cholesterol-rich lipid microdomains, where the sterol-rich environment could trigger the final step of the AC domain translocation across the cell membrane [40] . Thus, the calcium-dependence derives from a cellular event required for the relocation of membrane-bound ACT toxin rather than a direct effect on AC activity. Recently, we have observed in the laboratory that, at low toxin doses (≤100 ng/mL) the ACT-induced Ca 2+ influx into macrophages is practically null (Etxaniz et al., 2017; manuscript in revision). This is thus a weak point of the two-step model, since it cannot explain in a satisfactory way how the toxin-receptor complex can relocate into lipid rafts at low ACT concentrations, at which cell intoxication by cAMP is particularly relevant for cell intoxication by ACT.
Other issues await a satisfactory response, such as how can ACT translocate its AC domain into cells that do not express the CD11b/CD18 integrin receptor [41] [42] [43] or how can ACT successfully transport, upon fusion to the C-terminal ACT-hemolysin domain, such variety of N-terminal polypeptides carrying so different sequences and lengths [36] [37] [38] ? A path that has to indistinctly assist the translocation of a 400 amino acid-long chain, or of other different polypeptides, has to be expectedly dynamic, adaptable, and versatile. Recent work in which a novel ACT activity has been discovered, namely, an intrinsic phospholipase A activity with membrane remodelling capability [44] , may provide, as we shall consider in the next sections, an answer to these questions.
Interaction of the AC Domain with Membranes and Role of the Region Adjacent to the Catalytic Domain in AC Translocation
The ACT segment bearing adenylate cyclase activity (AC domain) extends approximately between residues 1 and 390 of the toxin polypeptide chain. The crystal structure of this AC domain in complex with the C-terminal domain of calmodulin was published more than a decade ago [45] . The isolated AC domain in solution is globular with a rather high hydration and its secondary structure is an α/β mixture [46] . About one third of the amino acids in its sequence are charged, negatively (E + D = 59) or positively (K + R = 53).
A fundamental premise for any polypeptide segment that has to cross directly the cell membrane to get into the cytosol is that it has to be transiently inserted into the lipid bilayer. The isolated AC
domain does not, however, appear to have this ability [47] . A protein covering the entire catalytic domain, AC384 (encompassing residues 1-384 of ACT) does not exhibit membrane association capability [47] . However, a longer polypeptide, encompassing residues 1 to 489 (AC489) of ACT has been recently shown that it is able to interact with lipid membranes and induce lipid bilayer destabilization [47] , and that deletion of residues 375 to 485 within ACT completely abolishes the intoxication process of eukaryotic cells, leading to the conclusion that this segment between the catalytic and the hydrophobic domains has a critical role in AC translocation [47] . Previously, it had been noted that translocation of the catalytic domain could be blocked by a monoclonal antibody that recognizes an epitope located between residues 373 and 399 of the ACT polypeptide [48] , which seems consistent with the mentioned hypothesis.
The segment that joins the AC domain with the hydrophobic domain of ACT, which we will refer to as "linker segment" has attracted the attention of several researchers in the last years. The ACT linker segment has no homologs in the other toxins of the RTX family. In Figure 3 it is shown a schematic representation of the amino acid sequence of this linker segment with predicted secondary structure elements (α-helices H I to H IV in blue), so that the data detailed below can be more easily understood. Within the linker region it has been identified a peptide segment (residues 454 to 485, in helix H III) (Figure 3 ) with membrane-active properties [49] , and a synthetic peptide corresponding to this sequence (P454, residues 454-485, in helix H III) has been characterized by various biophysical approaches, finding that it binds to membranes containing anionic lipids, adopts an α-helical structure oriented in the plane with respect to the lipid bilayer and permeabilizes lipid vesicles [49] . These results have led to propose that the region encompassing the helix 454-485 of ACT may insert into target cell membrane and induce a local destabilization of the lipid bilayer, favouring the translocation of the catalytic domain across the plasma membrane [49] .
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The segment that joins the AC domain with the hydrophobic domain of ACT, which we will refer to as "linker segment" has attracted the attention of several researchers in the last years. The ACT linker segment has no homologs in the other toxins of the RTX family. In Figure 3 it is shown a schematic representation of the amino acid sequence of this linker segment with predicted secondary structure elements (α-helices H I to H IV in blue), so that the data detailed below can be more easily understood. Within the linker region it has been identified a peptide segment (residues 454 to 485, in helix H III) ( Figure 3 ) with membrane-active properties [49] , and a synthetic peptide corresponding to this sequence (P454, residues 454-485, in helix H III) has been characterized by various biophysical approaches, finding that it binds to membranes containing anionic lipids, adopts an α-helical structure oriented in the plane with respect to the lipid bilayer and permeabilizes lipid vesicles [49] . These results have led to propose that the region encompassing the helix 454-485 of ACT may insert into target cell membrane and induce a local destabilization of the lipid bilayer, favouring the translocation of the catalytic domain across the plasma membrane [49] . Figure 3 . Scheme of the linker segment. Schematic representation of the amino acid sequence corresponding to the linker segment (aa 390-500) of the sequence of the ACT toxin (Acc ni 6092563 emb CAB59146.1, which includes a prediction of the most probable secondary structure elements that was determined with the I-Tasser predictor [50] . The peptide segment extending between residues 454 and 485 (P454-485) has been indicated with a double-head arrow. In red appear mutated arginines, and in green, mutated aspartic and glutamic acids [51] .
Interestingly, it has been recently found that the linker segment appears not only to be involved in AC translocation, but it appears to modulate the pore-forming activity of ACT [51] . It was observed that individual substitutions of the positively-charged residues within the linker segment (arginines 435, 443, 461, 474, and 487) (see Figure 3 ) by neutral alanines reduce by about 20% to 40% the specific capacity of these mutant toxins to translocate their AC domains across the erythrocyte membrane while exhibiting the full capacity to bind and permeabilize erythrocytes (haemolytic activity) [51] . Substitutions of the negatively charged residues E419, D422, E427, E430, E432 (in helix II, residues in green), and D445, D446, and E448 (between helix II and III, residues in green), instead, strongly enhance the specific haemolytic activity of the respective toxins on erythrocytes, and affect the conductance properties of single ACT pores in black lipid membranes, whereas their cellinvasiveness remains intact [51] . Much earlier, it had been noted the involvement of the linker segment in modulation of ACT pore formation, given that a truncated construct lacking the Nterminal residues 6-489 (ΔN489) exhibited a strongly enhanced pore-forming and cell- Figure 3 . Scheme of the linker segment. Schematic representation of the amino acid sequence corresponding to the linker segment (aa 390-500) of the sequence of the ACT toxin (Acc ni 6092563 emb CAB59146.1, which includes a prediction of the most probable secondary structure elements that was determined with the I-Tasser predictor [50] . The peptide segment extending between residues 454 and 485 (P 454-485 ) has been indicated with a double-head arrow. In red appear mutated arginines, and in green, mutated aspartic and glutamic acids [51] .
Interestingly, it has been recently found that the linker segment appears not only to be involved in AC translocation, but it appears to modulate the pore-forming activity of ACT [51] . It was observed that individual substitutions of the positively-charged residues within the linker segment (arginines 435, 443, 461, 474, and 487) (see Figure 3 ) by neutral alanines reduce by about 20% to 40% the specific capacity of these mutant toxins to translocate their AC domains across the erythrocyte membrane while exhibiting the full capacity to bind and permeabilize erythrocytes (haemolytic activity) [51] . Substitutions of the negatively charged residues E419, D422, E427, E430, E432 (in helix II, residues in green), and D445, D446, and E448 (between helix II and III, residues in green), instead, strongly enhance the specific haemolytic activity of the respective toxins on erythrocytes, and affect the conductance properties of single ACT pores in black lipid membranes, whereas their cell-invasiveness remains intact [51] . Much earlier, it had been noted the involvement of the linker segment in modulation of ACT pore formation, given that a truncated construct lacking the N-terminal residues 6-489 (∆N489) exhibited a strongly enhanced pore-forming and cell-permeabilizing activity [48] . All these data together with previous results demonstrating that translocation of the AC domain requires a negative membrane potential [33, 34] and a net positive charge in the AC domain [52] have recently led to the hypothesis that the translocated polypeptide may be conducted along a "negatively-charged hydrophilic surface" across the membrane lipid bilayer, which would possibly comprise the amphipathic α-helices formed by residues 502 to 522 (helix 1) and 565 to 591 (helix 3) of the toxin hydrophobic domain (HD) (see Figure 1) [51] . Previous findings that helix-breaking or charge-reversing substitutions in these helices (E509K, E516K, and E581K) drastically reduce AC translocation, while potentiating the pore-forming capacity of ACT might support such hypothesis [28, 29] . It has also been postulated that clusters of negatively-charged residues in the N-terminal half of the linker segment would not form part of the conducting path along which the AC domain translocates across the lipid bilayer, as the reduction of the net negative charge of that N-terminal half from −7 to −1 (e.g., in ACT mutant D445K + D446K + E448K), or the reversal of its overall charge to +3 in the ACT mutant E419K-E432K construct, have essentially no impact on the capacity of ACT to translocate its AC domain across erythrocyte or macrophage membranes [51] . What it is not so easy to envisage is how a "negatively-charged hydrophilic surface" formed by helices 1 and 3 of the ACT hydrophobic domain, as it is proposed, can be favourably exposed in the interior of the lipid bilayer surrounded by the hydrocarbon chains of phospholipid fatty acids unless it forms part of the lumen of some kind of pore. In the next section, we shall see an alternative mechanism for AC domain translocation in which a novel intrinsic phospholipase A activity of ACT has a prominent role.
Intrinsic Phospholipase A Activity of ACT and Its Role in AC Domain Translocation
Recently it has been revealed that ACT is a calcium-dependent phospholipase A [44] , sharing sequence similarity with members of the patatin-like phospholipases and mammalian cPLA 2 [53] . Two conserved active-site catalytic motifs, namely, GAS 606 AG sequence (consensus motif GXSXG) and D 1079 GG sequence (consensus motif DXG/A) have been identified in the toxin sequence and it has been proved that Ser-606 and Asp-1079 are essential catalytic residues in the ACT-PLA 1 activity, validating that ACT is a serine acylhydrolase [44] . ACT can hydrolyse both the sn-1 and the sn-2 ester bonds of glycerophospholipid substrates, releasing into the membrane free fatty acids and lysophospholipids. However, it has no lysophospholipase activity; the toxin cleaves with notably greater efficiency the sn-1 ester bond of glycerophospholipid substrates than the sn-2 one, suggesting that ACT most likely acts as a PLA 1 on natural membranes [44] . ACT hydrolyses in vitro both neutral and anionic phospholipipds, with similar efficiency, suggesting that ACT-PLA may not have a clear substrate specificity for none given phospholipid, in the likeness of the patatin PLA enzyme [54] . ACT also releases free fatty acids from the macrophage cell membrane, in the same toxin concentration range that it results in cytotoxicity for cells [44] .
A significant contribution of the mentioned study has been the elucidation of the biological consequence of this novel ACT-PLA activity. It has been demonstrated that ACT-PLA activity is directly linked to the AC translocation across the plasma membrane of target phagocytes [44] . Consistently with this essential role of the ACT-PLA activity in AC transport it has been found that ACT-induced cell toxicity dramatically decreases in the macrophages treated with PLA-deficient ACT mutant proteins, particularly at the toxin concentration-range close to biological reality of bacterial infection (<100 ng/mL), indicating that PLA activity is instrumental for ACT cytotoxicity [44] .
Model of Toroidal Pore
The reaction products of ACT-PLA activity on plasma membrane phospholipids are lysophospholipids and free fatty acids [55] . Lysophospholipids, with its positive spontaneous curvature, have been proved to induce in membranes formation of hydrophilic permeable proteolipidic "toroidal pores" in which amphipathic peptides and proteins are inserted. This is due to a decrease in line tension within the lipid bilayer because of relief of curvature stress along the membrane edge of the pore wall [56] [57] [58] [59] . A toroidal pore is characterized by the fusion of the outer and inner bilayer leaflets to form a continuous surface at the edge of the pore, which is formed by both lipids and proteins. In a toroidal pore therefore its constituent monolayers become continuous via the pore-lining lipids, allowing the movement of lipid molecules from one monolayer of the bilayer to the other [56] [57] [58] [59] . ACT-PLA activity has been proved to be directly involved in promoting transbilayer lipid motion both in pure phosphatidylcholine liposomes and also in macrophages [44, 60] , indicating that ACT-PLA activity could indeed form toroidal pores in the lipid bilayer. All these data have led to propose a different model for AC translocation, in which the in situ generation of non-lamellar lysophospholipids by the ACT-PLA activity on plasma membrane phospholipids would form a hydrophilic lipid pore of toroidal architecture through which the AC domain transfer could directly take place (Figure 4) . It is plausible to envisage that such a hydrophilic lipidic pore might be of a proteolipidic nature, constituted likely by both lipids and one or more helices of the pore-forming region; indeed, location of the ACT-PLA catalytic Ser-606 within helix4 (see Figure 1) , one of the predicted α-helices of the so-called hydrophobic pore-forming domain of ACT, seems consistent with this idea. The previous findings mentioned above that mutations in specific amino acids of this and other α-helices from the hydrophobic domain impair not only the haemolytic activity, but also the translocation capacity of ACT [29] agree also with this proposal. This toroidal model for AC translocation constitutes also a plausible explanation for the extraordinary versatility of the AC domain to transport into the cytosol of CD11b + target cells large heterologous cargo polypeptides of up to 200 residues in length within the AC domain [36, 37] since, among the unique characteristics of the proteolipidic toroidal pores, are the structural flexibility, low selectivity, and variable size [58, 59] .
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Direct participation in AC domain translocation of an ACT-PLA-generated hydrophilic toroidal tunnel, in which the pore-walls may in part be lined by phospholipid head groups, may also be consistent with previous observations showing a net positive charge requirement for AC domain to be translocated [52] . Moreover, the possible formation of ion couples among those positively-charged . Schematic depiction of the PLA-based toroidal model for AC translocation. We hypothesize that in situ generation of non-lamellar lysophospholipids by the ACT-PLA activity on plasma membrane phospholipids would form a hydrophilic lipid pore of the toroidal architecture through which the AC domain transfer could directly take place. Such a hydrophilic lipidic pore might be of proteolipidic nature, this is, with the pore walls likely constituted by both lipids and one, or perhaps more, helices of the pore-forming region of ACT. The different structural elements are not drawn to scale. Colours used: In light blue, the whole hydrophobic domain which has been represented as a single big helical element; in dark blue, the RTX domain; in red, the linker segment, in which the two longer helices have been depicted; and in green, the AC domain, once in the cytosol.
Direct participation in AC domain translocation of an ACT-PLA-generated hydrophilic toroidal tunnel, in which the pore-walls may in part be lined by phospholipid head groups, may also be consistent with previous observations showing a net positive charge requirement for AC domain to be translocated [52] . Moreover, the possible formation of ion couples among those positively-charged amino acid lateral chains with negatively charged phospholipid and/or fatty acid headgroups exposed at the pore walls may represent an energy source that might contribute to lowering the energy barrier for the AC domain insertion within the lipid bilayer [61, 62] . Very interestingly, a "product inhibition" or "feedback-like" mechanism has been found to operate in the ACT-PLA activity [44] , which may be very important for the ACT-PLA mechanism, since it suggests that the ACT-PLA activity is not, to massively "destroy" the target cell outer membrane lipids, but, quite the opposite, that this ACT lipid hydrolytic activity has likely evolved as a "security mechanism" by inducing a local, subtle and "surgical" effect on the cell membrane of the target cells, necessary to transport the AC domain from the extracellular milieu to the cell interior. It has also been of great relevance the finding that ACT-PLA activity needs calcium in the millimolar (mM) range to be fully operative [44] , providing a straightforward explanation of the strict calcium dependence of the AC translocation observed by numerous laboratories over time [30, 31, 42] . It might be speculated that the requirement of a co-factor, such as calcium ions, for the ACT-PLA activity might be linked to the absence of toxicity of ACT when expressed in bacteria, acting somehow as a "security mechanism" for the prokaryotic cell.
Conclusions
After more than thirty years we still do not know what the molecular details of the ACT catalytic domain delivery into the cell cytosol are and how the 400 amino acid-long AC domain crosses the cell membrane exactly. For a long time the determination of very low single-channel conductance values for the pore presumably formed by ACT in lipid bilayers has strongly conditioned the field, prevailing the idea of a direct "non-pore model" for AC translocation. The most recent discovery that ACT is, itself, a phospholipase A and that such lipid hydrolytic activity is critical for AC domain delivery, together with the postulation of a new "toroidal pore model" has opened a debate of pore-yes, pore-not, to explain the AC transport, offering exciting possibilities to investigate new questions that arise: which are the exact protein segments that conform the proteolipidic toroidal pore for AC transport? Is the toroidal pore involved only in AC transport, or is it also responsible of the ACT-induced permeabilization and haemolysis? Might the AC domain itself be capping the lumen of the ACT pore? Could a toroidal pore be also involved in cell membrane permeabilization by other homologous RTX toxins in the family? The new discovery of ACT-PLA activity opens a new window not only to continue investigating the mechanistic and molecular details of AC transport across cell membranes, but also to explore how this ACT-PLA activity can be regulated and, thus, opens new possibilities for the therapeutic control of whooping cough, an infectious disease that is the fifth largest cause of vaccine-preventable death in infants. We envision coming years of exciting research to achieve major progress in our understanding of PLA-based AC transport across biological membranes and how to modulate it.
